The different choices of immunosuppression (IS) regimens influenced the outcomes of liver transplantation. Steroid was applied as a standard IS to prevent and treat rejections. However, steroid-related complications were increasingly prominent. This study compared the efficacy and safety of standard IS regimens with the efficacy and safety of steroid-free IS regimen and induction IS regimen in Chinese liver transplantation recipients for hepatocellular carcinoma (HCC). A total of 329 patients who underwent liver transplantation from January 2008 to December 2012 were retrospectively reviewed. Three different groups of patients received standard triple-drug IS regimen of steroid, tacrolimus (TAC) and mycophenolate mofetil (MMF) (triple-drug regimen group; n=57), induction-contained IS regimen of basiliximab, steroid, TAC and MMF (BS group; n=241), and induction-contained and steroid-free regimen of basiliximab, TAC and MMF (SF group; n=31), respectively. There were no significant differences in terms of patient, tumor-free and graft survival rates. The acute rejection rate and rejection time were equivalent in different groups. But compared with BS group, higher incidences of biliary complications (11.52% vs. 30.77%, p=0.013) and graft dysfunction (0.48% vs. 13.64%, p=0.003) were observed in SF group. Furthermore, compared with the two groups, incidence of pleural effusion was also higher in SF group (15.79%, 11.96% vs. 45.45%, respectively, both p<0.01). And a trend towards less proportion of De novo diabetes was revealed in SF group. Although it was found that patient, tumor-free and graft survival rates were equivalent among three IS regimens, higher incidences of complications were demonstrated in steroid-free regimen in patients for HCC. These findings suggested that steroid-free IS regimen has no clear advantages in comparison with standard IS regimens for liver transplant recipients with HCC and the postoperative complications should be treated with concentrated attention.
The different choices of immunosuppression (IS) regimens influenced the outcomes of liver transplantation. Steroid was applied as a standard IS to prevent and treat rejections. However, steroid-related complications were increasingly prominent. This study compared the efficacy and safety of standard IS regimens with the efficacy and safety of steroid-free IS regimen and induction IS regimen in Chinese liver transplantation recipients for hepatocellular carcinoma (HCC). A total of 329 patients who underwent liver transplantation from January 2008 to December 2012 were retrospectively reviewed. Three different groups of patients received standard triple-drug IS regimen of steroid, tacrolimus (TAC) and mycophenolate mofetil (MMF) (triple-drug regimen group; n=57), induction-contained IS regimen of basiliximab, steroid, TAC and MMF (BS group; n=241), and induction-contained and steroid-free regimen of basiliximab, TAC and MMF (SF group; n=31), respectively. There were no significant differences in terms of patient, tumor-free and graft survival rates. The acute rejection rate and rejection time were equivalent in different groups. But compared with BS group, higher incidences of biliary complications (11.52% vs. 30.77%, p=0.013) and graft dysfunction (0.48% vs. 13.64%, p=0.003) were observed in SF group. Furthermore, compared with the two groups, incidence of pleural effusion was also higher in SF group (15.79%, 11.96% vs. 45.45%, respectively, both p<0.01). And a trend towards less proportion of De novo diabetes was revealed in SF group. Although it was found that patient, tumor-free and graft survival rates were equivalent among three IS regimens, higher
Introduction
As a common malignancy worldwide, the incidence and mortality of hepatocellular carcinoma (HCC) varies widely with geographical region. Viral infection, mainly in chronic hepatitis B virus (HBV) and/or hepatitis C virus (HCV) infection, is the predominate cause of HCC globally [1] . Epidemiological studies have established the linkage between HBV infection and HCC.
The results indicate that due to the endemic feature of long-term chronic HBV infection, HCC is more prevalent in Asia [2] especially in China. About 55% of newly diagnosed HCC cases [3, 4] all over the world are from China and the similar status is observed in cancer dead cases [5] .
Orthotopic liver transplantation (OLT) is proved to be an efficient treatment to extend life for HCC patients with hepatitis virus infected. Immunosuppression (IS) plays an indispensable role in overall process before and after OLT. The usage of IS reduces the acute and chronic rejections, which are the severe side effects after transplantation. Meanwhile the wide usage of IS brings some side effects. Evidences indicated that quit a few of the long-term complications of liver transplantation (LTx) were caused by IS side effects rather than chronic rejection, and in other words transplant recipients were being overimmunosuppressed [6] . Thus immunosuppressive regimens were explored cautiously in order to balance the reduction of rejections and avoidance of side effects [7] [8] [9] . The different choices of immunosuppressive regimens were critical for the outcomes after LTx. Since the triple-drug regimen of azathioprine (AZA), prednisone and antilymphoid globulin was introduced to the field of LTx in 1968 [10] , the change of the regimens had brought the increase of patient, graft and disease-free survival rates. Up to 1980s, two revolutionized IS, Cyclosporine (CsA) and Tacrolimus (TAC), were applied as the pivotal drugs in LTx. The former was reported crucially to reduce the incidence of allograft rejection combining with corticosteroids (CS) and AZA. The latter was reported with fewer steroid-resistant rejection episodes in a landmark study which was developed in the United States (US) in 1994 [11] . Till now, standard regimen of steroid and calcineurin inhibitors (CNIs) is the most extensively treatment which is applied in the world.
Nowadays, researches are carried out to attempt CS avoidance or early withdrawal for the aim of reducing corticosteroid-related adverse effects, such as diabetes mellitus, hypertension, osteoporosis, fractures and serious infections [12] [13] [14] . Therefore, induction therapy has been used to avoid steroid use or delay CNIs use in the preoperative period with the effect of preventing acute rejection. And the proportion of recipients who receive induction therapy has increased from approximately 20% [15] to 30% in the US till 2011. The same situation exists in other countries over the world since 2000 [16] . Basiliximab, an anti-interleukin-2 receptor monoclonal antibody (IL2-RA), is used more commonly in LTx as induction IS in China.
Compared with the convincing proofs of the benefits of induction in acute rejection and graft survival [17, 18] in kidney transplantation, researches are insufficient in LTx. Specially, the IS regimen without steroid was applied originally in western LTx recipients with HCV infection. In the early stage of the aforementioned regimen, the fewer cases were used in LTx recipients for HCC. Recently, the IS therapy without steroid was applied in HCC recipients, and meanwhile the induction IS therapy sprung up. Although several researches had evaluated the effectiveness of IS therapy for HCC recipients with or without steroid [19] [20] [21] , the grouping was simple and the induction IS therapy was not studied systematically. In this study, the grouping was elaborated, and the research was systematical. This study carried out not only the comparison of the IS therapy with or without steroid but also the difference between the induction IS therapy and the standard IS therapy, using the data from the same origin of China.
Materials and Methods

Ethics Statement
This study was approved by the Ethics Committee of Tianjin First Center Hospital and confirmed to the ethical guidelines of the Declaration of Helsinki. None of the transplant donors were from a vulnerable population and all donors gave their consent freely.
Study Population
This study was a retrospective review of recipients and donors who underwent LTx at Oriental Organ Transplant Center of Tianjin First Center Hospital between January 2008 and December 2012. All patients were followed-up until December 2013. In addition, the data of LTx recipients in Oriental Organ Transplant Center of Tianjin First Center Hospital had good representative in China, and one third of Chinese LTx recipients accepted operation of LTx in this center.
Patients who were pediatric liver transplantation patients (age <18 years), had undergone retransplantation, multiple organ transplantation, liver transplantation for acute/fulminant liver failure, and ABO-incompatible liver transplantation were excluded. Patients were also excluded if they had antoimmune hepatitis.
Patients with symptomatic HCC, HCC recurrence after primary liver resection or pre-transplant HCC patients without symptoms were all included. 319 of these patients underwent liver transplantation due to the presence of a HCC on a cirrhotic liver. The cause of the underlying liver disease in these patients included HBV infection in 257, HCV infection in 52, HBV-HCV co-infection in 10. 6 patients underwent liver transplantation because of the presence of a HCC without a cirrhotic liver. HBV was the reason of underlying liver disease for these 6 patients. In addition, 4 patients had HCC, and it was found at pathologic examination of the liver transplanted for a chronic liver disease (so-called incidental tumors). The cause of the liver disease in these patients was HBV infection.
Immunosuppression Regimens
Patients who were in the triple regimen group (n = 57) received methylprednisolone in combination with TAC and mycophenolate mofetil (MMF). Patients who were in the steroid-free (SF) group (n = 31) received basiliximab, TAC with or without MMF. In the SF group, MMF was used for 74.19% (n = 23) of the subjects, and 25.81% (n = 8) of the subjects only received basiliximab and TAC. In the basiliximab with steroid (BS) group (n = 241), methylprednisolone was used. In group of BS, 220 (91.29%) recipients received basiliximab, methylprednisolone and TAC plus MMF, and MMF was not used for 21 (8.71%) recipients.
Methylprednisolone was administered as an intravenous dose of 500 mg~1000 mg during the transplantation process, and TAC was administered as an oral dose of 0.10 to 0.20 mg/kg/ day to achieve the whole blood trough concentration in the range of 8 to 10 ng/ml in 1 month postoperative, and the levels were maintained at 5 to 8 ng/ml during the first 3 months and at 5 ng/ml afterwards.
In BS group and SF group, 20 mg intravenous basiliximab was administered during the transplantation process, and the same dose was syringed on the fourth day postoperatively. 100 mg/day of intravenous methylprednisolone was administered for patients in the triple regimen and BS groups from the first day postoperative to the fourth day. From the fifth day postoperative, 20 mg/day of oral methylprednisolone was administered for patients and a gradual tapering schedule was followed to discontinue after 30 days postoperative.
MMF was administered at the dose of 750 mg twice per day, and it was also discontinued after a gradual tapering schedule until half a year postoperative.
All acute rejection episodes were confirmed by liver biopsy based on the Banff criteria [22] before antirejection treatment. If the rejection was mild to moderate, the dose of tacrolimus was increased. If the rejection was severe, patients were given 500 mg methylprednisolone for 3 days.
Recurrence of HCC was monitored by postoperative alpha-fetoprotein level and confirmed by computed tomography (CT).
Infection and Prophylaxis
Antiviral prophylaxis for hepatitis recurrence mainly included lamivudine, entecavir, adefovir and telbivudine for combination therapy or monotherapy.
Cytomegalovirus (CMV) infections were monitored by protein pp65 with the immunofluorescence test before transplantation, and subsequently on 2, 4, 6, 8, 10, and 12 weeks posttransplantation.
Study Assessments
The primary endpoints were patient overall survival (OS), graft survival and tumor-free survival. The secondary endpoints were acute rejection rate and incidence of complications.
Statistical Analysis
Continuous variables were reported as mean and standard deviation or median and inter-quartile range (IQR) according to the distributions of variables. Categorical variables were expressed as frequencies and percentages. Kruskal-Wallis H test, chi square test or Fisher test were applied for univariate analysis. Life-tables and Kaplan-Meier analysis with log-rank test were used for OS, graft and tumor-free survival analysis between different IS groups and survival curves were provided respectively. Cox proportional hazards regression analysis was conducted for univariate and multivariate survival analysis to identify the predictors of survival. Crude and adjusted hazard ratios (HRs) with 95% confidence interval (CIs) were reported. All statistical test with 2-tailed P<0.05 indicated statistical significance. And the statistical analyses were all performed by SPSS 16.0 (SPSS Inc, Chicago, IL, USA).
Results
Preoperative Clinical Characteristics of Recipients
Of the 1163 recipients who received a liver transplantation at Oriental Organ Transplant Center of Tianjin First Center Hospital, 329 were eligible for this study between January 2008 and December 2012 (Fig. 1 ). Recipients were divided into 3 groups, which were triple regimen group (n = 57), BS group (n = 241) and SF group (n = 31). Median follow-up time was 18.00 (3.32, 40.58) months for all recipients, and for triple regimen group, BS group and SF group was 34.30 (11.17, 53.60), 17.17 (1.33, 38.13), 10.47 (1.00, 26.07), respectively (p<0.001). Above all, 300 (91.19%) recipients were male while only 29 (8.81%) were female. And the mean age of recipients were 52.69 ± 9.12 years with a concentrated range of 50 to 64 years. None of them had CMV infection. The distribution of HBV infection, HBV and HCV co-infection were significantly different in the three groups (Table 1 ). In comparison with BS group, the incidence of HBV infection was lower in SF group (p = 0.012).
According to the 6 th edition UICC TNM classification of HCC (2002) However, no significant difference was observed in the distribution of gender, age, BMI, Child-Pugh score, MELD score, TNM staging and other categories. No significances of preoperative AFP level, number of tumors, diameter of largest tumor and sum of tumor diameters were reported, either. Among the downstaging treatments, TACE monotherapy was the most common one in three groups, and then combination therapy was followed. Table 2 showed the postoperative complications of the recipients of three IS groups. No significant differences were revealed in some of the postoperative complications, including the incidence of infection, renal failure, vascular complications, intra-abdominal complications, pulmonary edema, PTLD, GVHR, chronic rejection, HBV recurrence, De novo diabetes and De novo hypertension. Nevertheless, compared with BS group, a higher proportion of recipients experienced biliary complications and graft dysfunction (p = 0.013, 0.003, respectively) in SF group. Furthermore, recipients in SF group also suffered a higher incidence of pleural effusion than the other two groups (p = 0.006, <0.001, respectively). Besides, recipients in triple regimen group showed a higher incidence of CMVpp65 antigenemia compared with BS group (p = 0.001).
Postoperative Complications
Acute Rejection
During the study period, a total of 19 recipients experienced biopsy-proven acute rejection. The characteristics of recipients who suffered acute rejection were summarized in Table 3 . There were 3 (5.26%) recipients occurred in the triple regimen group, 14 (5.81%) recipients and 2 (6.45%) recipients were in BS group and SF group, respectively. And the incidences of acute rejection were equivalent for the three IS regimen groups (p = 0.926) as well as the rejection time (p = 0.861).
Survival Analysis
Overall survival. Till the followed-up end date, 19.15% of the recipients died, and the mortality of triple regimen group was significant higher than BS group (31.58% vs 15.77%, respectively) (p = 0.006).
In all recipients, the 1-year, 3-year and 5-year OS rates were 86.40%, 74.02% and 66.14%, respectively. And the 1-year, 3-year and 5-year OS rates were 80.66%, 67.78%, and 63.26% in triple regimen group, 89.25%, 77.88%, and 66.94% in BS group, and 77.18%, 58.81%, and 58.81% in SF group, respectively. No significant difference was observed in three groups for OS rates (p = 0.213) (Fig. 2) The 1-year, 3-year and 5-year tumor-free survival rates were 83.45%, 63.87% and 58.09%, respectively. And the 1-year, 3-year and 5-year tumor-free survival rates were 83.90%, 68.08%, and 65.25% in triple regimen group, 84.90%, 64.84%, and 55.73% in BS group, and 70.27%, 43.10%, and 43.10% in SF group, respectively. No significant difference was observed in three groups for tumor-free survival rates (p = 0.181) (Fig. 3) , either.
Graft survival. The 1-year, 3-year and 5-year graft survival rates were 92.13%, 86.09%, and 86.09% in triple regimen group, 92.13%, 89.04%, and 89.04% in BS group, and 88.04%, 88.04%, and 88.04% in SF group, respectively. No significant difference was observed in three groups for graft survival rates (p = 0.800) (Fig. 4) , either.
Univariate analysis of the risk factors for survival and HCC recurrence was adopted to identify the predictors. Predictors which were significant statistically or certified to be important in previous researches, were included in multivariate analysis. Therefore, the Cox proportional hazard regression multivariate model, which included the following important predictors: IS groups, recipients' gender, recipients' age, MELD score, TNM staging, vascular invasion, Milan criteria, preoperative AFP level, number of tumors, diameter of largest tumor and other variables, was conducted. The model showed factors for inferior OS, which were listed as follows: vascular invasion (adjusted HR = 2.015 [1.013, 4.009], p = 0.046), preoperative AFP level (>200 ng/ml: adjusted HR = 3.696 [1.340, 10.193 ], p = 0.012; and >400 ng/ml: adjusted HR = 2.372 [1.251, 4.498], p = 0.008), and diameter of largest tumor (>5 cm) (adjusted HR = 4.431 [2.086, 9.416], p<0.001) ( Table 4) .
After the multivariate analysis, the association between high HCC recurrence rate and the following factors were also revealed: vascular invasion (adjusted HR = 2.534 [1.369, 4 .689], p = 0.003), preoperative AFP level (>400 ng/ml) (adjusted HR = 2.878 [1.667, 4.966], p<0.001), diameter of largest tumor (>5 cm) (adjusted HR = 4.629 [2.407, 8 .901], p<0.001) ( Table 5) . 
Discussion
In recent years, researches of IS therapies developed in transplant recipients were in full swing with conflicting consequences. Many studies agreed that recipients who accepted LTx for HCC were vulnerable by the risk of malignancy especially due to the potential recurrence of the original tumor or the occurrence of de novo tumors. And IS may affect the outcomes in this period [23] . For a long time, evidences indicated that different choices of IS regimens influenced the outcomes of LTx [24] , including the survival, HCV recurrence [25, 26] and HCC recurrence [27] [28] [29] . For instance, different sirolimus (SRL)-based treatment was relative with survival in HCC, and this was proved by several studies [30] [31] [32] [33] [34] , although there were some conflicting results among them. Compared with SRL-based treatment, the different treatment of TAC-based was researched rarely, especially for Chinese HCC recipients after LTx. In recent researches the evidence of side effect of steroid based on TAC therapy was found [35] , so the steroid-free therapy and induction therapy was applied [36] . However, the effect of these new therapies did not reach an agreement in all researchers [37] [38] [39] . In addition, in these studies, the grouping was simple. In this study, the grouping was delicate and the comparison was comprehensive. This may be helpful to explore the truth of different IS therapies based on TAC.
In this study, different therapies based on TAC was evaluated, including the comparison of the IS therapy with and without steroid and the comparison of the induction IS therapy and the standard IS therapy, according to the data of LTx recipients for HCC in China. Most of the clinical characteristics of recipients among three groups were not significant. It indicated that the sample difference preoperative was not remarkable. It was apt to do the next analysis, because this study was a respective study. The similar sample preoperative was easier to obtain real results.
This study also found that the incidence of De novo diabetes was comparable among three treatments. Although this result was different from these studies [20, 40] , the consistent consequence was obtained in the study [41] , which compared the steroid-free IS (daclizumab induction with TAC and MMF) with two standard IS regimens (CS and TAC; CS, TAC and MMF) for LTx recipients with chronic hepatitis C. Besides this study, all of the researches mentioned above demonstrated a trend toward less postoperative diabetes in steroid-free recipients (even the trend was not all statistically significant [41] ). Similar to these findings, several studies showed no difference in HBV recurrence [20, 40] and HCC recurrence rate [20] between steroid-based regimens and steroid-free regimen, but higher incidences of biliary complications, graft dysfunction and pleural effusion [20] was observed in SF group. Moreover, several researches reported the negative results of acute rejection rate [20, 41] and rejection time, which were equivalent to this study. All of these findings implied that steroid-free therapy has no clear advantages in comparison with traditional IS therapy in LTx for different etiologies.
Cai et al. [42] found that induced IS improved graft and patient survival for most categories of organ transplants. But in this study, no significant differences were found in the OS rates (p = 0.213), tumor-free survival rates (p = 0.181) or graft survival rates (p = 0.800) among three groups. The experience [43] , which was tested in pediatric LTx recipients who were treated with steroid-free and TAC-basiliximab-based IS regimen, compared with TAC-steroid regimen, also confirmed the consequence of patient and graft survivals in this study. Study of Xing et al. found that no differences in patients and disease-free survival rates in recipients who received steroid-free (instead of basiliximab) therapy compared with steroid-contained therapy, but a higher disease-free survival rate in recipients who met Milan criteria received basiliximab therapy, compared with steroid therapy [20] .
However, there are also some limitations of this study. First, as a retrospective study, the data were irretrievable and limited. Second, steroid-free regimen was applied cautiously for HCC patients, who were advanced TNM stages or some other necessary conditions in this center. Therefore, the small sample size of steroid-free group may impact the results of the comparison. Third, the short follow-up length made it difficult to examine the long-term effect of the three IS regimens. Despite of these limitations, this study was one of the rare researches which compared steroid-free regimen with two traditional standard regimens in LTx recipients, especially in Chinese HCC patients. Due to the insufficient researches and inconsistent consequences, more researches were needed urgently.
Conclusion
In conclusion, this study found that the incidences of complications which included biliary complications and graft dysfunction were higher in recipients who received steroid-free IS regimen, compared with recipients who received induction-contained regimen. And the incidence of pleural effusion was also higher in SF group than in triple-drug regimen group and BS group. But a trend towards less proportion of De novo diabetes was revealed in SF group, in addition. However, no significant differences were observed in overall, tumor-free and graft survival in these three IS groups. Furthermore, the rate of acute rejection and rejection time were comparable in three groups. These findings were consistent with the impact of standard IS regimen and steroid-free IS regimen on LTx recipients with chronic HCV. Thus, these findings suggested that steroid-free IS regimen was safe and effective for LTx recipients for HCC, but no clear advantages were revealed in comparison with standard IS regimen or induction-contained IS regimen.
